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Value of the data
These data provide the profile of expression of dopaminergic receptors, adrenoceptors and tyrosine hydroxylase genes in circulating lymphocytes of subjects with clinically isolated syndromes (CIS).
The data are of value for further experiments on the mechanistic role of dopaminergic and adrenergic pathways in circulating lymphocytes during CIS and multiple sclerosis (MS).
The data give a basis for longitudinal, prospective clinical studies aimed at validating dopaminergic receptors and/or adrenoceptors gene expression in lymphocytes as early markers of CIS progressing to MS.
Data
Enclosed are data regarding mRNA levels for dopaminergic receptors (DR), adrenoceptors (AR) and tyrosine hydroxylase (TH), the rate-limiting enzyme in the synthesis of catecholamines, found in peripheral blood mononuclear cells (PBMC) ( Tables 1 and 2 ) and in CD4 þ T effector (Teff) cells (Table 3 ) and regulatory (Treg) cells (Table 4 ) from subjects with clinically isolated syndromes (CIS), which is a first, usually recovering, episode of neurological disturbance(s) suggestive of multiple sclerosis (MS). Each table provides a comparison between subjects who, after 12 months from CIS, did not progress or progressed to clinically established MS. For further information and discussion about the interpretation and implications of DR, AR and TH mRNA levels in lymphocytes of CIS subjects, please refer to the article [1] .
Experimental design, materials and methods
PBMC isolation and culture
Cells were obtained from venous blood of CIS subjects enrolled at the Centre for research on Multiple Sclerosis, Ospedale S. Antonio Abate of Gallarate (VA) (Investigator in charge: Mauro Zaffaroni), at the Neurology Unit of the "Ospedale di Circolo e Fondazione Macchi", University of Insubria -School of Medicine of Varese (Investigator in charge: Giorgio Bono), and at the Neurological Department, Valduce Hospital, Como (Investigator in charge: Mario Guidotti). Inclusion and exclusion criteria for selection and enrollement of CIS subjects, as well as criteria to define conversion of CIS to Notes: a ¼levels of mRNA below detection limits in 5 CISnc and 8 CISc subjects; b ¼ data from sample of one CISc subject excluded from the analysis due to assay failure. MS are detailed elsewhere [1] . Approval of the protocol was obtained from the Ethics Committee of the Ospedale S. Antonio Abate of Gallarate (VA), and all the participants provided a written informed consent. PBMC were isolated from whole blood by using Ficoll-Paque Plus density gradient centrifugation, using standard procedures [2] . PBMC were finally cultured in RPMI 1640/10% heath-inactivated fetal bovine serum, added with 2 mM glutamine and 100 U/ml penicillin/streptomycin, at the concentration of 1 Â 10 6 cells/ml, at 37°C in a moist atmosphere of 5% CO 2 . Cells were cultured for 48 h, alone or in the presence of PHA 10 μg/ml, a concentration which was previously shown to be optimal to trigger mRNA expression of TH [3] . PBMC were finally harvested and assayed for DR, AR and TH mRNA expression by means of real-time PCR. 
Preparation of Teff and Treg
Immunomagnetic sorting of Treg and Teff from freshly isolated PBMC was performed by using the Dynal CD4 þCD25 þ Treg Kit (Dynal, Oslo, Norway), as previously described [4] . Treg and Teff were directly assayed for DR, AR and TH mRNA expression by means of real-time PCR.
Real-time PCR
Extraction of total RNA was performed with PerfectPure™ RNA Cell & Tissue kit (5Prime, Milano, Italy). RNA was then reverse-transcribed to cDNA using a random primer, high-capacity cDNA RT kit (Applied Biosystems, Life Technologies Corporation, USA), and finally amplified by TaqMan s Universal PCR Master Mix (Applied Biosystems), using the TaqMan Gene Expression Assay (Table 5 ). Assayed of cDNA was accomplished on an ABI PRISM s 7000 System (Applied Biosystems). Gene expression levels were finally expressed as 2 À ΔCt where ΔCt¼[Ct (sample) À Ct (housekeeping gene)], and normalized to 18S cDNA, using the AB Prism 7000 SDS software™. Annealing temperature was 60°C for all the genes.
Statistics
Data are reported as means 7 standard deviation (SD). The D'Agostino & Pearson normality test was used to assess the distribution of values. The two-tailed Student's t test for unpaired data or the Mann-Whitney test for continuous variables were used to assess differences between groups. Calculations were performed using a commercial software (GraphPad Prism version 5.00 for Windows, GraphPad Software, San Diego California USA, www.graphpad.com).
